In vitro pull-down assays-p300 deletion constructs were subjected to in vitro translation using a TNT-coupled Reticulocyte Lysate System (Promega). Pull- MS/MS was performed with air as the collision gas at a pressure of 10 -6 torr. The resultant data were first quality-filtered such that spectra lacking neutral loss of 98 Da were removed prior to manual inspection.
Results

Phosphorylation of Pax6 by HIPK2
We have previously demonstrated that These results strongly suggest that p300 is efficiently recruited to proglucagon promoter after Pax6 phosphorylation by HIPK2. We then employed a GST-pull down analysis in order to identify the p300 domain responsible for its interaction with Pax6.
GST-Pax6 was found to bind the p300 Cterminus containing the C/H3 domain, which is known to interact with many transcription factors (35) . Further analysis revealed that the C/H3 domain was primarily responsible for the interaction of p300 with Pax6 ( 5C, lanes 11-13) . Conversely, the threoninealanine substitution mutants showed decreased transactivation in proportion to the number of substitutions (Fig. 5C, lanes 6-9) .
These results support the idea that multiple Peaks marked with asterisks are unassigned peaks. B, GST-Pax6 was phosphorylated in vitro using GST-HIPK2 KD, followed by Western blotting using anti-phospho-specific antibodies as indicated in the figure. CBB indicates protein staining with Coomassie Brilliant Blue. immunoprecipitation. E, GST pull-down analysis was performed as described in figure 3C . Fulllength GST-Pax6 or GST-Pax6 T3A mutant was phosphorylated with HIPK2, and incubated with increasing amounts of 35 S-labeled p300 C/H3 (aa 1620-1891), and the bound proteins were separated on 8% SDS-PAGE, and autoradiographed. Affinity purified GST-Pax6 and GST-Pax6
T3A mutant before and after phosphorylation with HIPK2 are shown on the bottom (lanes 8-11).
F, the expression plasmids encoding HIPK2, Pax6, p300 (2 μg) and increasing amounts of p300ΔHAT (0.5, 1 and 2 μg) were transfected into U2OS cells in combination as indicated in the figure. The plasmid containing luciferase gene under the control of proglucagon promoter was used as reporter. Transcription assays were performed described above. The standard error is indicated. The plasmid containing the luciferase gene under the control of proglucagon promoter (-350-+63) was used as a reporter. Transcription assays were performed as described above.
Experiments were repeated at least three times. The standard error is indicated. Note the statistical significance (**, P < 0.01).
